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4. My academic and technical experience and hem r$ 3 and a list of my 
publications are sot fbrth in my curriculum vitae, which i$ attached hereto as Appendix ] , 

5- I have read and am familiar with the '403 application. The '403 
application teaches compositions comprising purified molecular complexes comprising an 
alpha (2) macroglobulin (ofiM ) po lypeptide noncovalently associated with an antigenic 
molecule that displays the antigenicity of an infectious disease or «t cancer. The '403 
application discloses the use of guc!i complexes for treatment or prevention of an infeotjous 
disease or a cancer. 

6. I have read and am familiar with the pending claims and the 
outstanding Office Action dated November 1 1 F 2003 for the '403 application. I have been 
informed and believe that the claims of the *403 application are subject to a rejection based 
on the contention that the '403 application docs not provide sufficient guidance for how to 
select appropriate antigens that would be useftil for treatment of diuease > and that such 
selection of appropriate antigens would require undue experimentation. I have been informed 
and believe that the claims of the '403 application are subject to a rejection based on the 
contention that the field of preventing cancer and infectious disease such as HIV infection is 
unpredictable and that model systems for discovery of drugs for these purposes are also not 
predictive, so that undue experimenaiion is allegedly required to uue the claimed 
compositions for the prevention of diseases such as cancer and HIV, 

7. The following experiment was conducted by me or under my 
supervision at the Center for Immunotherapy of Cancer and Infectious Diseases at the 
University of Connecticut School of Medicine. The experiment describe* the use of alpha (2) 
macroglobulin (o2M) complexed with an antigenic molecule that di splays the antigenicity of 
a tumoi%specific antigen (synthetic ovalbumin peptide (OVA20)). which exemplifies the 
compositions of the invention described in the specification. The complex was administered 
to mice which were subsequently chdlenged with tumors and turn*- growth was monitored, 
The results demonstrate that the teaching of the 4 4Q3 application are sufficient to 
successfully use the compositions comprising o2M-antigenic molecule complexes in a 
prophylactic cancer model. 



8. The experiment is a tumor challenge assay in which mice 



were 
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imioculated with o2M complexed with (OVA20), a 20-mer extended variant of the K b - 
binding epitope OVA8 of OVA, and then challenged with live tuiaor cells transfected with 
OVA. In the experiment shown in Figure 1 (see Appendix 2). c/2M or gp96 was compUsxod 
with synthetic OVA2Q peptide. a2M«peptide compl xes were injected into mice 
intradermals on days -14 and -7. Mice were then challenged with live Bl <5-Fl0 tumor cells 
transfected with OVA on day 0 and tumor growth was monitored. The fractions in the top 
left comer of panels A-E of Figure 1 correspond to the number of mice surviving past day 22. 
Groups of five mice (represented by the five lines of each graph) were used for each of the 

substances administered. Mice were administered either (A) phosphate buffered saline (PBS) 
alone, (B) cQM complexed to OVMO with PBS as a buffer, (C) <*2M with PBS as a buffer, 
(D) the heat shock protein gp96 complexed to OVA20 with PBS as a buffer, or (E) the ho*t 
shock protein gp9fi (purified from normal liver) with PBS as a birtfer. As shown in Figure 1, 
tumor volume increased dramatically by day 22 for all mice. 

9. The results of administration of cflM compl raced to OVA20 shown in 
Figure 1, panel B, demonstrate that tumor growth was significantly delayed or no tumor 
growth was observed in mice immunized with G2M-OVA20 complexes. By day 22 tumor 
volume did not exceed 300 mm 3 in any of the mice and all mice survived to day 22. The 
small amount of tumor growth obsexved did not appear until day 23, in contrast to the PBS 
control where tumor growth was observed before day 10. The mesisure of significance was 
(P<0.05). In panel C, the results of adminifitration of o2M alone aio shown. Only one of the 
five mice survived to day 22, which is the same survival number for the PBS control, All 
mice exhibited tumor growth which began early around day 10, similar to the PBS control 
In panel D, the results of administration of the heat shock piotein gp9<S complexed to OVA20 
show that by day 22 tumor volume did not exceed 300 mm 3 in any of the mice, indicating 
that tumor growth is suppressed in comparison to the PBS control. Thus, administration of 
the heat shock protein gp96 completed to OVA20 is less effective at delaying the onset of 
tumor growth and suppressing tumor growth in comparison to administration of o2M 
complexed to OVA20. though tumor growth was suppressed by a s ignificant degree 
(P<0.0S). In panel E. the results of iidministranon of gp96 alone as a control are shown. 
Only two of the five mice survived to day 22, which is the same sui vival number for the PBS 
control. All mice exhibited tumor growth which began early around day 10, similar to the 
PBS control. 
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10, In sumtnaty , the experiment described above demonstrates that tumor 
growth was significantly delayed or no tumor growth was observed in mice immunized with 
c£M complexcd to a tumor-specific antigenic molecule. These results also demonstrate that 
administration of a compositi n comprising o2M completed to a i:umor-specific antigenic 
molecule can effectively be used to prevent cancer. 

11, in view of th e foregoing, I conclude, and others skilled in the art would 
also conclude, that complexes of cLT&A and antigenic molecules wh ich display the desired 
antigenicity of a cancer-specific or an antigen of an infectious agent can readily be used, 
according to tha methods of the £ 4CG application, for treating or preventing infectious disease 
or cancer* 

1 2, I declare further that all statements made in this Declaration of my own 
knowledge arc true and that all statements made on information and belief are believed to be 
true and further that these statements are made with the knowledge that willflil false 
statements and the like so made are punishable by fine or imprisonment, or both, under 
Section 1 001 of Title 18 of the United States Code and that such willfW false statements may 
jeopardize the validity of the application or any patent issuing thcttxm. 



Dated; 




PRAMOD K, SRJVaSTAVa ' 



Attachments: 

Appendix 1 : Curriculum Vtrae of iPramod K. Srivastava 

Appendix 2: Figure 1 : Anti-tumor immunity elicited by alpha2M- peptide complexes 

Appendix 3 Materials and methods fbr experiments 
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